INTRODUCTION
Clavibacter michiganensis subsp. insidiosus (Cmi) is a causal agent of bacterial wilt of lucerne (MC-CULLOCH 1925) . The disease causes severe losses in North America and it occurs only in some European countries including the Czech Republic (KŮDELA 1969) . Therefore, Cmi is considered of quarantine significance (SMITH et al. 1996) . The pathogen is transmitted by seeds at a long distance. High sensitive, rapid and reliable techniques for screening of great numbers of plant samples and seed lots are clearly essential for control of the disease, but such techniques have been unavailable until recently. A rapid serological identification method was developed by HALE (1972) . A seed-testing method using immunofluorescence staining was proposed by NÉMETH et al. (1991) . 
MATERIALS AND METHODS
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Abstract
A polymerase chain reaction (PCR) based assay was compared with assay involving traditional microbiological tests to detect and identify Clavibacter michiganensis subsp. insidiosus (Cmi) inside plant tissues following artificial inoculations. Primers for Cmi detection were selected from the Cmi insertion sequence IS 1122. External disease symptoms on the tops and histological symptoms on the cross-sections of the roots were evaluated visually and microscopically during two years after inoculation. Extracts were prepared from samples collected from the tops and roots of lucerne plants for both PCR and microbiological analyses. Colonies which morphologically resemble to be Cmi were tested using PCR. Cmi bacteria were detected in stem and root tissues using both methods. 72°C, 45 s and final incubation at 72°C for 5 min. PCR products were analysed by agarose (1.5% w/v) gel electrophoresis, at 4-5 V/cm during 2h. Evaluation of symptoms. Disease severity of inoculated lucerne plants was evaluated according to histological symptoms in cross sections of the roots by means of the following 7 point scale: 0 -no apparent discoloration; 1 -small reddish brown or dark brown spots in the centre of the xylem; 2 -yellowing in the central part of the xylem; 3 -half (incomplete) yellowish ring on the circumference of the xylem cylinder; 4 -extensive yellowing of the circumferential xylem appearing as a continuous ring; 5 -a part of the yellow ring of the circumferential xylem is darkened; 6 -deep discoloration of the xylem cylinder or the whole plant is dead.
RESULTS AND DISCUSSION
To determine the specificity of oligonucleotide primers IL2 and IR2, polymerase chain reactions were carried out with DNA of all the strains listed in Figure 1) .
Cmi was detected by PCR in roots and stems in plants inoculated with the bacteria showing symptoms the disease (Table 2) . Inoculated plants without symptoms were negative in PCR probably because the inoculations were unsuccessful or concentrations of wilt bacteria in asymptomatic plants were under detectable levels (Table 2) . This PCR technique is suitable for rapid identification of Cmi in epidemiological studies, in breeding of lucerne for resistance to Cmi and in the diagnostic phytosanitary laboratories.
